Hormones and placental factors are thought to underlie the maternal immunological changes during pregnancy. However, as several intestinal microbiota are linked to immune modulations, we hypothesized that the intestinal microbiota are altered during pregnancy in favor of species associated with pregnancy associated immune modulations. We studied the fecal microbiota composition (MITchip) and intestinal and peripheral immune cells (microarray and flow cytometry) in pregnant and non-pregnant C57BL/6 and BALB/c mice. Pregnancy influenced intestinal microbiota diversity and composition, however in a mouse strain dependent way. Pregnant BALB/c mice had, among others, a relative higher abundance of Lactobacillus paracasei et rel., Roseburia intestinalis et rel. and Eubacterium hallii et rel., as compared to non-pregnant BALB/c mice, while the microbiota composition in B6 mice hardly changed during pregnancy. Additionally, intestinal immunological pathways were changed during pregnancy, however again in a mouse strain dependent way. Correlations between various bacteria and immunological genes were observed. Our data do support a role for the microbiome in changing immune responses in pregnancy. However, other factors are also involved, such as for instance changes in SCFA or changes in sensitivity to bacteria, since although immunological changes are observed in B6 mice, hardly any changes in microbiota were found in this strain. Follow up studies are needed to study the exact relationship between these parameters.
Pregnancy is associated with immunological adaptations of the mother in order to tolerate and support the development of the semi-allogeneic fetus. Changes in both in the innate and the specific immune response are reported during pregnancy. A decrease in the T helper 1 (Th1)/T helper 2 (Th2) ratio 1, 2 and in natural killer (NK) cells, and an increase in regulatory T cell (Treg) numbers 3, 4 has been found during pregnancy. It is known that peripheral immune responses are influenced by the placenta by direct contact with fetal tissue in the placenta, due to circulation of the immune cells through the placenta, or due to contact with soluble products produced by the placenta, such as cytokines, micro-particles and exosomes [5] [6] [7] . However, recent studies showed that the intestinal microbiome changes during pregnancy, which may also underlie the immunological changes during pregnancy 8 . Modulation of immune cells can be induced by microbiota species present in the intestinal lumen [9] [10] [11] [12] . Segmented filamentous bacteria for example showed to be able to induce the development of intestinal T helper 17 (Th17) cells 13 , while several bacteria species from the genus Clostridium have been shown to promote the accumulation of intestinal Tregs 9, 10 . Additionally, Lactobacillus plantarum has been shown to enhance the number of peripheral Tregs 12 . One of the mechanisms by which bacteria can modulate immune cells is by producing short chain fatty acids (SCFA), such as butyrate, which has been shown to induce the differentiation of Tregs in the colon 14 . This is particularly true for Clostridium species from the clusters IV and XIVa 9 . However, whether intestinal bacteria are also involved in changes in peripheral immune cells during pregnancy, and whether intestinal immune cells are involved in this, is unknown. In this study we investigated a possible relationship between microbiota and the immunological adaptations at the end of pregnancy in mice. To this end, we studied the effect of pregnancy on the microbiota composition and the effect of pregnancy on both intestinal immune cells and peripheral immune cells with a microarray (colon tissue) and flow cytometry (spleen and mesenteric lymph nodes (MLN)). We combined the transcriptomics data and the microbiota data and performed a bio-mathematical analysis, in order to find bacterial species, which may potentially be related to pregnancy induced differences in intestinal immunity. Non-pregnant mice served as control. We used two different mouse strains (C57BL/6 and BALB/c) that were shown to have different microbiota profiles and intestinal immunological responses 15, 16 , to study the consequences of a different pre-pregnancy starting point in the intestinal microbiota-host interactions.
Results
Intestinal microbiota composition changed during pregnancy, but in a mouse strain dependent way. We determined the microbiota composition of non-pregnant and pregnant mice in both strains using the phylogenetic microarray, the mouse intestinal tract Chip (MITChip). We determined the richness (number of unique species) and Shannon diversity (calculation between richness and evenness) of the microbiota composition. The data was analyzed with a Two-way ANOVA (TWA), to assess if there was an interaction between pregnancy and strain on the microbiota composition in the colon. A Bonferroni post-test was performed when interaction was found, to determine whether the effect of pregnancy was the same in both mouse strains. Overall, pregnancy decreased both microbiota diversity and richness (TWA, p < 0.05) (Fig. 1A,B) , but the ratio of Firmicutes/Bacteroidetes was not influenced by pregnancy (Fig. 1C) .
Redundancy analysis showed that the total variation in microbiota composition explained by the variables genotype and pregnancy is 26.8%. Pregnancy explained 12.5% of the variance in microbiota composition (Fig. 1D) . However, pregnancy-induced differences in microbiota at species like level were mainly observed in BALB/c mice. In B6 mice, pregnancy did not affect the microbiota at species like level. Pregnant BALB/c mice had a significantly relative higher abundance of, among others, Pregnancy influenced the expression of genes related to intestinal immune pathways in a mouse strain dependent way. Next, we determined the effect of pregnancy on intestinal immunological pathways with a microarray on colonic tissue. In the colon, 1032 genes were differentially expressed between pregnant and non-pregnant BALB/c mice, and 789 genes were differentially expressed in B6 mice. The two strains shared 161 differentially expressed genes between pregnant and non-pregnant females in the colon (both up-and down-regulated).
To gain insight into the biological role of the genes which were influenced by pregnancy, we looked into the pathways in which these genes are involved using Ingenuity Pathway Analysis (IPA), with special focus on pathways related to immunology (Table 2 ). In both mouse strains, IPA showed that pregnancy significantly influenced the expression of genes related to both the innate and adaptive immunity. However, in the B6 strain, the effect of pregnancy was more pronounced concerning pathways related to immunology. In the colon of B6 mice, pregnancy influenced, among others, the antigen presentation pathway, T cell co-stimulation (CD28/iCOS), dendritic cell (DC) maturation and cytokine signaling (IL-4/IL-8/IL-9). In the colon of BALB/c mice, among others, the antigen presentation pathway, DC maturation and the IL-10 signaling pathway were influenced by pregnancy (Table 2) .
Correlation between microbiota species and gene expression profile in the colon. To investigate the relation between microbiota species and immunological gene expression, we combined microbiota and colonic gene expression data from individual pregnant and non-pregnant BALB/c mice, to evaluate direct correlations between gene expression and microbiota composition in these samples (Fig. 2) . We only did this for the BALB/c strain as no microbiota species were significantly changed during pregnancy in the B6 strain. We integrated the datasets using a PLS-based canonical correlation approach. In total 600 genes and 30 bacterial groups were retained for the first three components, and clustering of the correlation coefficients showed six main clusters of host genes that correlated negatively (blue) or positively (red) with three main clusters of bacteria.
Strongest correlations were found between bacterial cluster A with gene expression cluster two and six, bacterial cluster B with gene expression cluster one and four and bacterial cluster C with gene expression cluster three and five. All bacteria in cluster A (such as Allobaculum et rel. and Unclassified Mollicutes) had a higher relative abundances in pregnant BALB/c mice as compared to non-pregnant BALB/c mice. Gene cluster two showed a positive correlation, while gene cluster six showed a negative correlation with bacteria in cluster A. Some genes in cluster two and six were involved in immunological functions, particularly in T cell development (Supplementary  Table S1 ). Also all bacteria in cluster B (such as Eubacterium cylindroides et rel. and Faecalibacterium prausnitzii et rel.) had a higher relative abundances in pregnant BALB/c mice as compared to non-pregnant BALB/c mice. Gene cluster one showed a positive correlation, while gene cluster four showed a negative correlation with bacteria in cluster B. However, almost no genes from cluster one and four were involved in immunological functions (Supplementary Table S2 Table S3 ).
Pregnancy influenced T cells in the MLN and spleen in a mouse strain dependent way. As we found effects of pregnancy on the microbiota composition and intestinal immunological gene expression using a microarray, we subsequently studied immune cell subsets in the MLN and the spleens with flow cytometry. We used the MLN as they are the draining lymph nodes for the intestines. The spleen was used as a reference for systemic immunity. We focused on several T cell subsets, as many genes which were related to pregnancy induced microbiota changes were related to T cells. Again we analyzed the data with a TWA, to understand if there was an interaction between pregnancy and mouse strain on the immune populations. When an interaction was present we tested with a Bonferroni post-test whether the effect of pregnancy was the same in both mouse strains.
In the MLN, overall the percentage of CD4 + cells was higher in pregnant mice (TWA, p < 0.05) (Fig. 3A) . The percentage of CD8 + cells in the MLN was not affected by pregnancy (Fig. 3B ). Pregnant mice also tended to have a higher percentage of FoxP3
+ cells in the MLN than non-pregnant mice (TWA, p = 0.0776) (Fig. 3C) . Pregnancy changed the percentage of CD25
+

FoxP3
− CD4 + cells in the MLN, although in a mouse strain dependent way (interaction between pregnancy and strain TWA, p < 0.05). In pregnant B6 mice, but not in pregnant BALB/c mice, the percentage of CD25 + FoxP3 − CD4 + cells was higher than in non-pregnant mice (Bonferroni, p < 0.05) (Fig. 3D) . Additionally, the percentage of both CD4 + and CD8 + cells expressing CD69 in the MLN was higher in pregnant than non-pregnant mice (TWA, p < 0.05) (Fig. 3E,F) . Results are shown as dot plots + means and were tested for overall strain and pregnancy effects using a Two-way ANOVA, followed by a Bonferroni post-hoc test to test for strain specific pregnancy effects when interaction was found. Significant pregnancy effects are indicated with dashed lines (p < 0.05). RDA plot (D) showing the variation explained by the components genotype and pregnancy (n = 5). The total variation that can be explained by the variables genotype (14.3%) and pregnancy (12.5%) is 26.8%. Both variables are significant in explaining the variation (Monte Carlo permutation, p < 0.05). In the spleen, pregnant mice had an overall higher percentage of CD4 + cells than non-pregnant mice (TWA, p < 0.05), while pregnancy had no effect of on the percentage of CD8 + cells (Fig. 4A,B) . Pregnancy also influenced the percentage of FoxP3 + CD4 + cells in the spleen (Fig. 4C) , however, in a mouse strain dependent way (interaction between pregnancy and strain in TWA, p < 0.05). The percentage of FoxP3 + CD4 + cells was not changed in pregnant BALB/c mice as compared to non-pregnant BALB/c mice, whereas pregnant B6 mice had a significantly higher percentage of FoxP3
+ cells than non-pregnant B6 mice (Bonferroni, p < 0.05). Pregnancy also affected the percentage of CD25 + FoxP3 − CD4 + cells in the spleen (Fig. 4D ), again in a mouse strain depended way (interaction between pregnancy and strain in TWA, p < 0.05). Only pregnant B6 mice, but not pregnant BALB/c mice, had a significantly higher percentage of CD25 + FoxP3 − CD4 + cells than non-pregnant B6 mice (Bonferroni, p < 0.05). The percentage of CD4 + cells expressing the early activation marker CD69 was affected by pregnancy in the spleen, although also in a mouse strain dependent way (interaction between pregnancy and strain, TWA, p < 0.05) (Fig. 4E) : the percentage of CD4 + cells expressing CD69 was not affected in pregnant BALB/c mice, while it was significantly higher in pregnant B6 mice than non-pregnant mice (Bonferroni, p < 0.05). Pregnancy did not alter the percentage of CD8 + expressing CD69 (Fig. 4F ) in the spleen. Table 1 . Relative abundance of bacteria groups in pregnant (P) and non-pregnant (NP) BALB/c and B6 mice (n = 5). Differences between pregnant and non-pregnant mice within each mouse strain were determined with a Mann-Whitney U test. P-values were adjusted for multiple comparisons with the Benjamini-Hochberg procedure. Significant differences are highlighted in bold. Pregnancy increased CD103 DCs in the mesenteric lymph nodes. There was an interaction between pregnancy and strain for the percentage of DCs in MLN (TWA, p < 0.05) (Fig. 5A ). The percentage of DCs expressing CD103 was higher in pregnant mice than non-pregnant mice (TWA, p < 0.05) (Fig. 5B ).
Discussion
Pregnancy is associated with peripheral immune changes 3, 4 . We hypothesized that this may be related to changes in the gut microbiome. We found that pregnancy influenced the intestinal microbiota composition as well as the expression of genes related to immunological pathways in the colon, but in a mouse strain dependent way.
We demonstrate that pregnancy impacts the intestinal microbiota composition in mice, however, in a mouse strain depended way. We showed that at the end of pregnancy, pregnant mice had a lower microbiota diversity and richness than non-pregnant mice, but this decrease was more pronounced in BALB/c mice. Our data appear to be in line with a human study, which demonstrated a decreased diversity in the third trimester as compared to the first trimester of pregnancy in humans 8 . In general, it is assumed that a microbiome with a low diversity and richness is not beneficial for the host health, as disorders like obesity are general associated with a low microbial diversity and richness 17, 18 . It remains therefore to be investigated why diversity and richness are decreased in pregnancy. However, it might be a functional change as Koren et al. showed that transferring microbiota from third trimester pregnant women to germ-free mice, induced adiposity and insulin insensitivity in these mice 8 . Therefore, it may be suggested that during pregnancy, one of the functions of the changes in microbiome is enhancing energy absorption in the mother.
When looking at bacterial species like level, we also found changes during pregnancy, however only in the BALB/c strain. During pregnancy, BALB/c mice had a higher abundance of, among others, Eubacterium hallii et rel., Lactobacillus paracasei et rel., Lactobacillus plantarum et rel., and Roseburia intestinalis et rel. These species have been shown to modulate immune responses, and are especially associated with immune tolerance and anti-inflammatory properties 12, [19] [20] [21] . Lactobacillus paracasei et rel. has been shown to increase the amount of both CD103 expressing DCs, i.e. DCs inducing immune tolerance, and Tregs in the MLN of mice 21 . This is in accordance with the higher percentage of CD103 + DCs we found in the MLNs of pregnant BALB/c mice. Eubacterium hallii, as well as Roseburia intestinalis are well known butyrate producers 19, 20 , which can induce the differentiation of Tregs in the lamina propria of the colon 14 . Species of the Lactobacillus genus are well known for their beneficial effects on health, including the fact that they can upregulate Tregs and have anti-inflammatory properties 12 . Interestingly, in contrast to the BALB/c strain, pregnancy induced changes in microbiota composition were less apparent in the B6 strain. This may be in contradiction with a study of Gohir et al. (2015) , who found a shift in microbiota composition in B6 mice during pregnancy, however they took fecal samples at earlier time-points (day 5, day 10 and day 15 of gestation), which may explain the different findings 22 . A potential explanation for the Table 2 . Selection of immunological pathways that are related to the genes with a different expression in pregnant and non-pregnant females in both BALB/c and B6 mice in the proximal colon (n = 5), analyzed with Ingenuity pathways analysis. The p-value is a measure of the likelihood that the association between the set of genes altered by pregnancy in this experiment and the given pathways is due to random chance. A positive z-score indicates a predicted activation, and a negative z-score indicates a predicted inactivation of the enriched pathway. NaN indicates a z-score which cannot be calculated for the Ingenuity canonical pathway. Significant differences are highlighted in bold.
SCIENTIFIC REPORtS | (2018) 8:10001 | DOI:10.1038/s41598-018-28292-2 lack of changes in the B6 microbiome during pregnancy maybe the fact that non-pregnant B6 females, in contrast to non-pregnant BALB/c, already had a high abundance of bacteria from the Lactobacillus genus. Bacteria from this genus increase in pregnant BALB/c mice. Therefore, there may be no need for changes in bacterial composition during pregnancy in the B6 mice. Despite the lack of changes in the B6 microbiome, peripheral Tregs were increased in these mice during pregnancy. This may indicate that changes in Tregs in B6 mice are induced by other factors than microbiota or that pregnant B6 mice are more sensitive to the effects of microbiota, such as bacteria from the Lactobacillus genus. Additionally, a change in bacterial metabolic products during pregnancy, such as SCFA, may also underlie the change in Tregs in B6. These hypotheses need to be tested in future studies, and currently we investigate the immune modulatory effects of the specific pregnancy enriched bacteria in germ free mice. We also evaluated the effect of pregnancy on the expression of genes involved in immune pathways in the colon. By using a microarray and Ingenuity Pathway Analysis, we demonstrated that pregnancy altered the expression of many genes involved in immune pathways in the colon. In both mouse strains we found immunological pathways which were differentially regulated by pregnancy. These include, among others, the antigen presenting pathway, DC maturation, T helper cell differentiation and IL-10 signaling. The effect of pregnancy on these pathways, however, was dependent on the mouse strain. Some pathways were modulated by pregnancy in both strains, such as DC maturation and T helper cell differentiation. However, other pathways were only modulated by pregnancy in B6 mice, such as the pathways related to CD28/ICOS, or were only modulated by pregnancy in BALB/c mice, such as interferon signaling. Despite the lack of changes in the B6 microbiome, the expression of immunological genes in the colon was also changed during pregnancy. Again, this may indicate that changes in the immune system in B6 mice are induced by other factors than microbiota or that immunological genes in pregnant B6 mice are more sensitive to the modulating effects of microbiota.
As the present study was an observational study, more experimental data are needed in order to state that the microbiome is driving immune changes during pregnancy. However, our data do support a role for the microbiome in immunological changes during pregnancy, as our data show that the presence of several bacterial species which were up-or down-regulated during pregnancy in BALB/c mice were correlated to clusters of genes in the colon (Fig. 2) , of which many are related to immunological functions, such as T cell development. With flow cytometry we aimed to confirm the immunological changes found in the intestine, and indeed we found changes in T cell populations in both the MLN and spleen during pregnancy, however again in a mouse strain dependent way. We demonstrated that pregnancy tended (p = 0.0776) to increase Treg cell numbers in the MLNs, while the percentage of CD103 + DCs in the MLN was only increased in pregnant BALB/c mice. DCs expressing CD103 in the MLN are able to induce the generation of FoxP3 + Treg cells 23 . Interestingly, in our study there does not seem to be a relation between CD103 + DCs and FoxP3 + Tregs, as in the BALB/c mice we found a higher percentage of intestinal CD103 + DC in pregnant mice, while the percentage of peripheral Tregs was not increased; in B6 mice we found an increased percentage of peripheral Tregs in pregnant mice, while the percentage of intestinal CD103
+ DCs was not increased. The reason for this discrepancy is unknown, however, it may be due to . Another explanation may be that the induced Tregs are not targeted to the spleen but recruited to the uterus draining lymph nodes 25 . In summary, our data showed changes in microbiota composition and expression of genes related to immunological pathways in the colon, during late pregnancy. Although our data do support a potential role for the microbiome in changing immune responses in pregnancy, other factors are also involved, such as for instance changes in SCFA or changes in sensitivity to bacteria, since although immunological changes are observed in B6 mice, hardly any changes in microbiota were found in this strain. Further studies are needed to evaluate the exact relationship between these parameters. Measurements, such the sensitivity of the immune system for bacteria, immune cells in the decidua and earlier time-points in pregnancy should be included in follow up studies to further investigate the relation between the microbiome and pregnancy induced immune adaptations. − cells within the CD3 + population respectively. Due to technical problems, several MLNs could not be used for immune cell analysis, which reduced the number of mice in these groups. Results are shown as dot plots + means and were tested for overall strain and pregnancy effects using a Two-way ANOVA, followed by a Bonferroni post-hoc test to test for strain specific pregnancy effects when interaction was found. Significant strain effects are indicated with solid lines and significant pregnancy effects are indicated with dashed lines (p < 0.05). 
Materials and Methods
Mice. All animal experiments were performed after receiving approval of the Animal Care Committee of the Groningen University (DEC#6349 A) and we confirm that all methods were performed in accordance with their guidelines and regulations. Female wild-type B6 and BALB/c mice (n = 20 per strain) were purchased from Harlan (Harlan, Horst, the Netherlands) at an age of eight weeks. All mice were co-housed (four cages, five mice per cage, pregnant and non-pregnant mice were separately housed) in isolated ventilated cages to limit environmental influences. The animals had ad libitum access to a D12450B diet (Research Diets Services, Wijk bij Duurstede, the Netherlands) and water. This diet was given immediately after the mice arrived in the animal facility, this was at least three weeks before sacrifice. Between an age of 12 weeks and 32 weeks (mean age of the mouse per groups is given in Tables 3 and 4 ) all mice were sacrificed by cervical dislocation under anesthesia. All non-pregnant female mice (n = 10 from each strain) were sacrificed during the diestrus phase of their ovarian cycle to ensure low stable levels progesterone and estrogens. For the pregnant mice, smears were taken daily and, when in the proestrus phase of their ovarian cycle, they were placed (overnight) in a cage with a male wild-type mice from the same strain and placed back in their original cage the next morning. The day of the vaginal plug was day 0 of pregnancy. Pregnant mice were sacrificed at day 18 of gestation. At sacrifice, spleens and MLN's + and CD4 + cells within the CD3 + population respectively. Results are shown as dot plots + means and were tested for overall strain and pregnancy effects using a Two-way ANOVA, followed by a Bonferroni post-hoc test to test for strain specific pregnancy effects when interaction was found. Significant strain effects are indicated with solid lines and significant pregnancy effects are indicated with dashed lines (p < 0.05). were removed for immune cell analysis. Approximately 1 cm of proximal colon was frozen in liquid nitrogen and stored at −80 °C prior to RNA isolation and transcriptomics. Feces from the last part of the colon were collected for microbiota profiling. Table 3 provides an overview of the characteristics of all mice and Table 4 provides an overview of the characteristics of the mice which were, per strain, randomly selected for microbiota and gene array analysis (n = 5).
Bacterial DNA extraction and microbiota profiling. Luminal contents from the last part of the distal colon (n = 5 per group) were analyzed by a Mouse Intestinal Tract Chip (MITChip), as previously described 26 . The Redundancy analysis (RDA) was performed in Canoco 5.0, and visualized in triplots or a PRC plot 27 .
Intestinal microarray analysis. RNA was purified from the proximal colon of mice (n = 5 per group) and RNA expression profiling was performed with an Affymetrix Mouse Gene 1.1 ST array plate (Affymetrix, Santa Clara, CA, USA) as previously described 26 . Only probe sets with a fold-change of at least 1.2 (up/down) and a p-value < 0.05 were considered to be significantly different.
To gain insight into the biological role of the differently expressed genes during pregnancy, we investigated the pathways in which these genes are involved using Ingenuity Pathway Analysis (IPA) (Ingenuity System). Our IPA analyses included comparison of differentially regulated genes in the colon of pregnant and non-pregnant B6 and BALB/c mice.
Multivariate integration and correlation analysis. To gain insight in the relationship between the genes differently expressed during pregnancy in the colon and the microbiota composition in BALB/c mice, the microarray and MITChip datasets were combined, using the linear multivariate method partial least squares (PLS) 28 , as described previously 29 . This integration of datasets per individual mouse gives a direct correlation between gene expression and microbiota composition in these samples (n = 5 per group). Before analysis, the sets of data were log2 transformed, and the canonical correlation framework of PLS was used 30 . The correlation matrices were visualized in clustered image maps 31 . Analyses were performed in R using the library mixOmics 32 .
Isolation of splenic and mesenteric lymph node cells. Single cell suspensions of spleens and MLNs were made as previously described 26 . − MHC2 + population. Due to technical problems, several MLNs could not be used for immune cell analysis, which reduced the number of mice in these groups. Results are shown as dot plots + means and were tested for overall strain and pregnancy effects using a Two-way ANOVA, followed by a Bonferroni post-hoc test to test for strain specific pregnancy effects when interaction was found. Significant strain effects are indicated with solid lines and significant pregnancy effects are indicated with dashed lines (p < 0.05). Cell staining and flow cytometry. Spleen and MLN cells were stained for T cell populations. T cells were determined using CD3, T cytotoxic cells with CD8 and T helper cells with CD4. CD69 expression was determined within both the CD8 + and CD4 + cell subsets. In another panel we determined the expression of FoxP3 and CD25, using CD3 and CD8. Within the MLN, also the percentage of DCs, and DCs expressing CD103 were determined using F4/80, MHC2, CD11c and CD103. Antibody specifications are described in Supplementary Table S4 .
The antibodies were diluted in a total volume of 25 µl with FACS buffer (PBS + 10% FCS (v/v)). Approximately 1 × 10 6 spleen or MLN cells were incubated for 20 minutes in FACS buffer (10% FCS (v/v)) with 20% (v/v) normal rat serum (Jackson, Newmarket, UK) and 2% (v/v) Fc block (CD16/32) (Biolegend, Uithoorn, the Netherlands). Next, they were incubated with an extracellular antibody mix for 30 minutes. Then, samples were washed twice with a permeabilization buffer (eBioscience, Vienna, Austria) after which they were incubated with an intracellular blocking medium (20% (v/v) rat serum in permeabilization buffer (eBioscience, Vienna, Austria) for 20 minutes. Subsequently, these cells were incubated with an intracellular antibody mix for 30 minutes and fixed in FACS lysing BD Biosciences, Breda, The Netherlands) solution for 30 minutes. In between all incubation steps washing was performed all incubation steps and the whole procedure was performed on ice and in the dark. Isotype control antibodies were used at the same dilution and purchased from the same company as the extracellular and intracellular antibodies.
Cell samples were analyzed using the LSR-II Flow Cytometer system (BD Biosciences, Breda, the Netherlands), using FACS Diva software. Analysis was performed using FlowJo version 10 software (FlowJo, LLC, Oregon, USA). The gating strategy for T lymphocytes is shown in Supplementary Figure S1 . To gate T cells, first lymphocytes were gated based on size in the forward side scatter plot. Next, T cells were determined by selecting CD3 . In this population the expression of CD103 was determined (Supplementary Figure S3) . All the isotype controls were set at 1% and these gates were copied to the samples with the antibody mix.
Statistics. For Shannon diversity, microbiota richness, the firmicutes/bacteroidetes ratio and flow cytometry, data are expressed as dot plots + means. The Kolmogorov-Smirnov test was used to determine normal distribution of the data. When the data were not normally distributed a log transformation was performed before analysis. The overall effect of pregnancy and strain was determined with a Two-way ANOVA (TWA), followed by a Bonferroni post-hoc test when an interaction between pregnancy and strain was found. For analyzing significant effects of pregnancy on the abundance of bacterial groups within each strain, a Mann-Whitney U test was used. P-values of < 0.05 were considered statistically significant and p-values between 0.05 and 0.1 were defined as a trend. P-values were adjusted for multiple comparisons with the Benjamini-Hochberg procedure.
Availability of data and materials. The gene array datasets generated and analyzed during the current study will be available in the gene expression omnibus from NCBI under ID number xxxx. 
